. High levels of RNase H1 do not suppress the checkpoint defect of cells lacking Npl3. (A) Exponentially growing cell cultures of wild type JKM139 and an otherwise isogenic npl3Δ strain, both carrying a centromeric plasmid either expressing the RNH1 gene from the tetO promoter or empty (vect), were arrested in G1 with α-factor and plated on galactosecontaining plates (time zero) to follow microcolonies formation. (B) YEPR exponentially growing cell cultures were transferred in YEPRG to monitor Rad53 phosphorylation by western blot. The same amounts of protein extracts were separated on SDS-PAGE and stained with Coomassie as a loading control. heteroallelic duplication on chromosome XV were transformed with either a EXO1 2μ plasmid or an empty vector (2μ). 10 independent clones for each strain were plated on complete medium plates to evaluate their viability and on plates lacking histidine to select the His + recombinants generated by mitotic recombination at the HIS3 locus. The number of the His + colonies was evaluated and normalized to the viability of the strain to determine the recombination frequency. 2 ), and held in G2 in the presence of nocodazole. FACS analyses of DNA content to verify the cell cycle arrest in G2.
